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Additional Figure 1 . On/off-target ligation events between two probe pairs and LISH assay optimization. (A) Illustration of possible on/off-target ligation events between two probe pairs. PCR primer sets used for the detection of all four possible ligated probe combinations (2 on-and 2 off-target ligated products). (B) Rnl2 can ligate probes in the absence of template if they are at high concentration in solution. End-point PCR analysis of forced ligation products demonstrates reliable detection of all possible ligation events. (C) End-point PCR analysis of LISH ligation products with (+) or without (-) inclusion of Rnl2 in the ligation reaction. These assays were performed on FFPE sections of surgically resected spleen. (D) End-point PCR analysis showing wide variation in the ability of DNA polymerases to amplify LISH ligation product. (E) qPCR signal from RPS19 probe pairs ligated in FFPE sections, which were processed under different LISH conditions during assay optimization. Error bars denote +/-s. Additional Figure 2 . LISH is non-destructive, allowing a single FFPE sample to be interrogated by multiple rounds of LISH analysis. (A) Probes composing the non-overlapping panels for sequential LISH. (B) Experimental workflow illustrating use of non-overlapping probe panels for LISH-1 analysis (first round) and the subsequent LISH-2 analysis (second round) on the same FFPE sections. The amount of probe set specific LISH-2 ligation product was compared to the corresponding amount of probe set specific LISH-1 ligation product. Table S1 . Immune panel probe targets with 3'-diribo and 5'-phospho probe sequences. GGA GCT GTC GTT CAC TCA AAT TCA TGA TGT ATA CCrA rA /5Phos/CGA CAG CAT AGC ATT ATC TAA GAT CGG AAG AGC ACA C NM_002460_IRF4_4676 GGA GCT GTC GTT CAC TCT ACA AAT AAA GAC CTT AArC rC /5Phos/AAT CCC AAC ACT TTC AGA AAA GAT CGG AAG AGC ACA C NM_002286_LAG3_1108 GGA GCT GTC GTT CAC TCA GAA CAG TGA GGT TAT ACrA rU /5Phos/GAT GGA GAC GTT GAA GCC ATA GAT CGG AAG AGC ACA C Additional Table S1 . Continued NM_002286_LAG3_1721 GGA GCT GTC GTT CAC TCC AAA AGG AGC AGA GAA AGrG rA /5Phos/CAC CAA GGA TGA GAA ACA GCA GAT CGG AAG AGC ACA C NM_004994_MMP9_1627 GGA GCT GTC GTT CAC TCG AGA ATC GCC AGT ACT TCrC rC /5Phos/ATC CTT GAA CAA ATA CAG CTA GAT CGG AAG AGC ACA C NM_004994_MMP9_2017 GGA GCT GTC GTT CAC TCA AAT AGG CTT TCT CTC GGrU rA /5Phos/CTG GAA GAC GTC GTG CGT GTA GAT CGG AAG AGC ACA C NM_000625_NOS2_4086 GGA GCT GTC GTT CAC TCT AAA TAC AGA GGC ATA AArU rA /5Phos/ACT GTA CAC AAG GCA GTT AAA GAT CGG AAG AGC ACA C NM_000625_NOS2_3854 GGA GCT GTC GTT CAC TCT TGA TGG GGA GCA ACG TTrG rA /5Phos/GGA AAT AAG ACT TGA GGC TGA GAT CGG AAG AGC ACA C NM_005018_PDCD1_1499 GGA GCT GTC GTT CAC TCC AGG AGC TCT TCT GAC CTrU rC /5Phos/CCT GAA ACT TCT CTA GGC CTA GAT CGG AAG AGC ACA C NM_001083116_PRF1_2512 GGA GCT GTC GTT CAC TCA CCA TAA CAT CAT ATT TArU rU /5Phos/GGC CCT TTA TCA AGC TAT GTA GAT CGG AAG AGC ACA C NM_001083116_PRF1_2065 GGA GCT GTC GTT CAC TCT TGG GCC ACA TGT AAA ATrC rC /5Phos/ACT AGC ACT AAC GAT AGC CGA GAT CGG AAG AGC ACA C NM_080921_PTPRC_4625 GGA GCT GTC GTT CAC TCA AGT TAT GAA TGG GAT TTrA rA /5Phos/CAT GGG AAC TAT GCA TAT GCA GAT CGG AAG AGC ACA C NM_080921_PTPRC_4094 GGA GCT GTC GTT CAC TCT CAG AAA TGT ACA TGA TTrU rU /5Phos/ATT GAG TCT GCA CAC AGT TTA GAT CGG AAG AGC ACA C NM_001001523_RORC_2142 GGA GCT GTC GTT CAC TCA GAG GCA GAA AAT GTA AArG rC /5Phos/TCC AGA TTC ATT TTA TAC AGA GAT CGG AAG AGC ACA C NM_001001523_RORC_2347 GGA GCT GTC GTT CAC TCA GTC TAT CTT TAA AGT GCrA rC /5Phos/ATA AGA GGT TTG AGT TTT AAA GAT CGG AAG AGC ACA C NM_013351_TBX21_2507 GGA GCT GTC GTT CAC TCT ATA TCC AGA CAC CAC TCrU rC /5Phos/AGT ACA ATA AAT AGC CTC CCA GAT CGG AAG AGC ACA C NM_013351_TBX21_1814 GGA GCT GTC GTT CAC TCC ATC ATG TCA TCT GCT CArG rU /5Phos/TGG GAA AAT AGT TAT AAA ACA GAT CGG AAG AGC ACA C NM_000660_TGFB1_2369 GGA GCT GTC GTT CAC TCG CCC AAG GTG CTC AAT AArA rU /5Phos/AGA TCT AAC TAC AGT AGT GTA GAT CGG AAG AGC ACA C NM_000660_TGFB1_2563 GGA GCT GTC GTT CAC TCG GCC TGA ACT ACT ATC TTrU rU /5Phos/ATT GTC TTC TTC ACT ATC CCA GAT CGG AAG AGC ACA C NM_000594_TNF_1325 GGA GCT GTC GTT CAC TCA AAT AAT CAC AAG TGC AArA rC /5Phos/ATA AAT AGA GGG AGC TGG CTA GAT CGG AAG AGC ACA C NM_000594_TNF_1021 GGA GCT GTC GTT CAC TCG TTT CGA AGT GGT GGT CTrU rG /5Phos/TTG CTT AAA GTT CTA AGC TTA GAT CGG AAG AGC ACA C NM_001171622_VEGFA_3246 GGA GCT GTC GTT CAC TCA AAC TGC ACT AGA GAC AArA rG /5Phos/ACG TGA TGT TAA TAT CTT TTA GAT CGG AAG AGC ACA C NM_001171622_VEGFA_2807 GGA GCT GTC GTT CAC TCG GTA CAA ATA AGA GAG CArA rG /5Phos/AGA GAG CAA AAG ATA CAT CTA GAT CGG AAG AGC ACA C Gene / Probe Name 3'_ 3'_Diribo 5'_Phospho hRPS19_2 GGA GCT GTC GTT CAC TCT AGA ACC AGT TCT CAT CGrU rA /5Phos/GGG AGC AAG CTC TTT GTG CTA GAT CGG AAG AGC ACA C hTMX2_1 GGA GCT GTC GTT CAC TCG AGG AAG CAC TGC CAA AGrU rG /5Phos/AGG ATC TTA TTT ATC CTT CTA GAT CGG AAG AGC ACA C hTMX2_2 GGA GCT GTC GTT CAC TCT CCT CAG GGA TAT TGT CTrC rC /5Phos/AGC CTT TGA TAG TTT CTT GGA GAT CGG AAG AGC ACA C hTNFSF4_1 GGA GCT GTC GTT CAC TCG ATG AAG ATA TGG AAA AGrG rG /5Phos/GAA CGT GCG ATA AAA CTG AAA GAT CGG AAG AGC ACA C hTNFSF4_2 GGA GCT GTC GTT CAC TCA TCT TGG GGT GTG ACG GCrU rA /5Phos/GGC AAT TTA GAA AAT ATA AGA GAT CGG AAG AGC ACA C hPTGS2_1 GGA GCT GTC GTT CAC TCT GGA AAC ATC GAC AGT GTrA rA /5Phos/AAA CTT TCA GCA TTT TGC CAA GAT CGG AAG AGC ACA C hPTGS2_2 GGA GCT GTC GTT CAC TCG GAG CGG GAA GAA CTT GCrA rU /5Phos/TGA TGG TGA CTG TTT TAA TGA GAT CGG AAG AGC ACA C hRPS19_1 GGA GCT GTC GTT CAC TCG TGT AAT AGA GAG AGG ATrA rG /5Phos/AGA GCT CCT GTT CGG AGC TGA GAT CGG AAG AGC ACA C NM_002046_GAPDH_693 GGA GCT GTC GTT CAC TCC ATG AGT CCT TCC ACG ATrA rC /5Phos/CAA AGT TGT CAT GGA TGA CCA GAT CGG AAG AGC ACA C Eros_1 GGA GCT GTC GTT CAC TCC GGA CGC TGT TGC CAG CArA rA /5Phos/CCA CAC CCT CAT ATT TTT GTA GAT CGG AAG AGC ACA C Eros_2 GGA GCT GTC GTT CAC TCC AAA GGC TTG CTG GAT GCrC rG /5Phos/CCC CGT GGA TTG GAA GGC GCA GAT CGG AAG AGC ACA C Afum_1 GGA GCT GTC GTT CAC TCT CAA CTC AGA CTG CAT ACrU rU /5Phos/TCA GAA CAG CGT TCA TGT TGA GAT CGG AAG AGC ACA C Afum_2 GGA GCT GTC GTT CAC TCC AAC CTT AGA AAA ATA AArG rU /5Phos/TGG GTG TCG GCT GGC GCC GGA GAT CGG AAG AGC ACA C Afla_1 GGA GCT GTC GTT CAC TCC AAC CTG GAA AAA GAT TGrA rU /5Phos/TTG CGT TCG GCA AGC GCC GGA GAT CGG AAG AGC ACA C Afla_2 GGA GCT GTC GTT CAC TCT TCA CTA GAT CAG ACA GArG rU /5Phos/TCG TGG TGT CTC CGG CGG GCA GAT CGG AAG AGC ACA C
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